20 Several immunomodulatory properties have been described in Fasciola hepatica 21 infections. Apoptosis has been shown to be an effective mechanism to avoid the 
immune response in helminth infections. The aim of the present work was to study 23 apoptosis in peritoneal leucocytes of sheep experimentally infected with F. hepatica 24 during the early stages of infection. Five groups (n=5) of sheep were used. Groups 2-5 25 were orally infected with 200 metacercariae (mc) and sacrificed at 1, 3, 9 and 18 days 26 post-infection (dpi), respectively. Group 1 was used as the uninfected control (UC). 
Cell counting from immunocytochemistry
Immunoreactive cells were counted using the Image Pro-plus software 6.0 (Media Cell density of peritoneal fluid pellets was adjusted to 2-5 x 10 5 cells/ml. Annexin V Kit
122
(ANNEX100F, AbD Serotec-Bio-Rad Company-UK) for flow cytometry was used.
123
The assay was performed according to the manufacturer's instructions. Briefly, the cells were differentiated as viable (annexin V-negative and PI-negative) and apoptotic
138
(annexin V-positive, PI-negative). 
Results

160
Peritoneal leucocyte populations
161
The differential cell count for peritoneal leucocyte populations is given in 
Apoptosis detected by caspase-3 expression
173
Immunolabelling with the anti-caspase-3 antibody was detected as a cytoplasmic and 174 nuclear reddish-brownish colour (Fig. 1) . The percentage of peritoneal leucocytes 175 expressing caspase-3 is given in Table 2 . Cellular pellets from peritoneal leucocytes increase with respect to the UC group, and also between the 18 dpi group and the 3 and 181 9 dpi groups (Table 2) . 
Annexin V Flow Cytometry assay
183
The percentages of apoptotic and viable peritoneal macrophages, lymphocytes and 184 granulocytes are summarised in respect to 1 dpi, suffered a transient decrease at 9 dpi when migrating larvae reached the 195 liver, and again increased up to 80% at 18 dpi (Table 3) . 
Apoptosis detected by transmission electron microscopy
197
The TEM study confirmed apoptosis in peritoneal eosinophils from 18 dpi. The 
